population FRET histogram, generated by synchronizing individual smFRET versus time trajectories to the first subunit joining event and subsequently superimposing the synchronized trajectories. The number of trajectories used to generate the histogram is indicated by "N". Contours are plotted from tan (lowest population, ≤1% of counts in the most populated bin) to red (highest population, ≥85% of counts in the most populated bin). and ribosomes. wt 70S: 30S and 50S subunits from the wild-type strain NVD001 3, 4 ; wt IF2: recombinant γ-isoform of E. coli IF2; L11(-) 70S: 30S and 50S subunits from the L11-deletion strain NVD005 (c) Dwells in the aggregate non-zero FRET state subsequent to subunit joining were used to construct survival probability plots with bin widths of 15 s. These plots were fit with a single-exponential decay, the lifetime of which is reported here. The Adj. R 2 value for the fits was ≥0.93 in all cases. Values represent the mean and standard deviation obtained from bootstrapping analysis with 100 replicates. (a) In these experiments, the imaging buffer delivered into the flowcell contained (Cy5)50S subunits, IF1
(0.9 μM), and GTP (1 mM). fMet-tRNA fMet (0.9 μM) was omitted or included as indicated. (a) In these experiments, the imaging buffer delivered into the flowcell contained (Cy5)50S subunits (20 nM), IF1 (0.9 μM), and GTP (1 mM). IF3(Y75N) (0.9 μM) was omitted or included in the imaging buffer as indicated.
(b) Lifetimes of the zero-FRET state were obtained by single-exponential fitting to survival probability plots as described in Materials and Methods. The Adj. R 2 value for the fit was ≥0.99 for both datasets.
Reported values represent the mean and standard deviation obtained from bootstrapping analysis with 100 replicates.
(c) Lifetimes of the aggregate non-zero FRET state were obtained by double-exponential fitting to survival probability plots as described in Materials and Methods. The Adj. R 2 value for the double-exponential fits was ≥0.99 for both datasets. Single-exponential fits to the data yielded Adj. 
